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Nitromide in Feeds

Spec tro pho to met ric Method
First Ac tion 1959

Fi nal Ac tion

A. Re agents

(a) Diethylamine re agent (DEA), aged.—(One year or older.)
Fresh DEA may be ar ti fi cially aged as fol lows: Place 1 L DEA in dry
2 L flask with 40 g so dium or po tas sium fluosilicate. Con nect flask
to 60 cm (24 in.) bulb re flux con denser and re flux on sand bath
2–3 days in hood. When re agent is suf fi ciently “aged,” 2 mL clear

DEA added to 8 mL dimethylsulfoxide con tain ing 50 mg
3,5-DNBA should develop max i mum color in ca 40 min. A as read
on Beckman DU spectrophotometer at 560 nm should be ca 0.375;
on Klett-Summer son pho to elec tric colorimeter with No. 56 fil ter, ca
200. Re agent must be free from tur bid ity. Pre pare new stan dard
curve for each batch of DEA.

( b )  N i t r o m i d e  s t a n  d a r d  s o  l u  t i o n s . — ( 1 )  S t o c k
so lu tion.—1 mg/mL. Weigh 100 mg 3.5-dinitrobenzamide into
100 mL flask and di lute to vol ume with meth a nol. (2) Working

so lu tion.—20 mg/mL. Trans fer 2.0 mL stock so lu tion to 100 mL
vol u met ric flask and di lute to vol ume with meth a nol.

B. Prep a ra tion of Stan dard Curve

Place 1.0, 2.0, 3.0, and 5.0 mL work ing so lu tion con tain ing 20,

40, 60, and 100 mg, re spec tively, of nitromide in 4 colorimeter tubes.

Evap o rate to dry ness at 50°C in air cur rent. Dis solve res i due in 8 mL

dimethylsulfoxide at 70°C, cool, and add 2 mL DEA re agent. Place

in dark at 20°–25°C and read af ter 1 h. Plot stan dard curve, us ing A
as or di nate and con cen tra tion as ab scissa.

C. Extraction

Weigh 5.0 g test por tion of ground feed, con tain ing 250 mg/kg
nitromide, into 100 mL vol u met ric flask and di lute to vol ume with
meth a nol. Shake fre quently 20 min and let stand 40 min to per mit
feed par ti cles to set tle.

If feed con tains 750 mg/kg nitromide, use 2 g finely ground test
por tion; if 1500 mg/kg, use 1 g in 100 mL or 5 g in 500 mL meth a nol.
Pre pare pre mixes by weigh ing ap pro pri ate test por tion and se ri ally
di lut ing meth a nol ex tract.

D. De ter mi na tion

Pipet 4 mL aliquot of ex tract into glass-stoppered test tube. Place

tube in 50°C water bath and evap o rate to dry ness with air cur rent
di rected onto sur face of meth a nol. Add 8 mL dimethylsulfoxide and

heat to 70°C to has ten so lu tion; cool, and add 2 mL DEA re agent.

Place in dark 1 h at 20°–25°C. De ter mine A at 560 nm in Beckman
DU spectrophotometer, Klett-Summerson pho to elec tric
colorimeter with No. 56 fil ter, or sim i lar in stru ment, against
dimethylsulfoxide as ref er ence.

De ter mine amount of nitromide in tube from stan dard curve.

Nitromide in feed, % =

mg nitromide in tube ´ 25 ´ 100/5 000 000

or mg nitromide in tube ´ 5 = mg nitromide/kg feed (ppm).

Ref er ence: JAOAC 42, 239(1959).

CAS-121-81-3 (nitromide)

ã 2005 AOAC IN TER NA TIONAL

2006 AOAC INTERNATIONAL


